miR-146a suppresses 5-lipoxygenase activating protein (FLAP) expression and Leukotriene B4 production in lung cancer cells

SUPPLEMENTARY METHODS
Genomic DNA extraction and polymerase chain reaction (PCR)
Genomic DNA was isolated from H1299 Tet/ TRE-empty and H1299 Tet/TRE-miR-146a cells using the DNeasy Blood and Tissue Kit (Qiagen) following the protocol for purification of total DNA from cultured animal cells. PCRs were performed using Maxima Hot Start Taq DNA Polymerase (Thermo Fisher) in order to confirm the incorporation of the relevant expression vector sequences in the genome. Please see Supplementary Table  1 for relevant primer sequences. For the Tet and TREempty primer sets, the following PCR cycling conditions were used: (1) 95°C for 4 min, (2) 35 cycles of 95°C for 1 min, 55°C for 1 min, 72°C for 30 sec, (3) 72°C for 15 min. For the TRE-146a primer set, the following PCR cycling conditions were used: (1) 95°C for 4 min, (2) 35 cycles of 95°C for 1 min, 65°C for 1 min, 72°C for 1 min, (3) 72°C for 15 min. PCR products were analyzed with agarose gel electrophoresis and ethidium bromide staining. 
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